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Ventricular fibrillation in patients with BrS is often induced at the RV outflow tract (RVOT) (33) , and some clinical studies have, therefore, attempted to localize electrophysiological abnormalities seen in BrS specifically to the RVOT. However, these studies have been limited by their use of human subjects. Many thus relied on noninvasive methods of assessing RVOT conduction delay, either through body surface mapping (22) , signal-averaged ECGs (21) , or tissue Doppler echocardiography (55) . A limited number of invasive studies have shown endocardial RVOT activation delays (23) , and Lambiase et al. (25) demonstrated electrogram prolongation and steeper activation recovery interval (ARI) restitution curves in the RVOT in endocardial recordings. However, clinical studies investigating the epicardial heterogeneity of depolarization and repolarization in BrS are challenging to perform. One study recorded epicardial electrograms from the conus branch of the right coronary artery, which runs over the RVOT surface, showing activation delays not found endocardially (36) . RVOT ARIs recorded using an epicardial catheter in the great cardiac vein shortened during ST elevation. Another study was performed during open chest surgery to demonstrate spike-and-dome AP waveforms in the epicardium, but not endocardium (24) . Finally, an explanted BrS heart showed activation slowing without a transmural repolarization gradient in the RVOT (14) .
Experimental models of BrS have often used the RV pharmacological wedge preparation, which precludes localization of arrhythmias to the RVOT. However, an in vivo, closed chest canine study caused the signature ECG changes of BrS following cooling of a small epicardial RVOT region, and produced a "spike and dome" appearance in the monophasic AP (MAP) in the epicardium, but this model did not show eventual loss of the AP dome (37) .
Experimental systems that contain genetic modifications directly replicating those known to exist in BrS may provide more specific models to clarify physiological abnormalities associated with the disease condition, while permitting invasive studies impractical in human subjects. BrS is a genetically heterogeneous condition. Nevertheless, up to 30% of patients have mutations in the SCN5A gene, which encodes the cardiac voltage-gated Na ϩ channel 1.5 (Na v 1.5) ␣-subunit (16) . Thus far, it is the only gene that has been extensively studied in connection with BrS. Our group has produced a heterozygotic Scn5aϩ/Ϫ mouse, which shows a 50% reduction in the transmembrane Na ϩ current (40) . While loss of function mutations in the SCN5A gene both clinically (59) and in our mouse model (40) may lead to a complex range of phenotypes, incorporating sick sinus syndrome and progressive conduction disorders, the Scn5aϩ/Ϫ mouse has been shown to closely reproduce many of the key human features of BrS. Thus it demonstrates ST elevation (28) and an enhanced ventricular arrhythmogenesis that is exacerbated by flecainide and relieved by quinidine (28, 29) . Its MAP recordings have shown delayed response latencies and increased transmural gradients of repolarization across the RV (29) . Furthermore, the Scn5aϩ/Ϫ mice have been shown to exhibit fibrosis specific to the RV, which worsens with age (56) , in line with similar clinical findings (14) .
The present studies extend these experiments by systematically analyzing a range of electrophysiological parameters at several locations in the RV and left ventricular (LV) epicardium. We used Langendorff whole heart preparations to examine ventricular effective refractory periods (VERPs), response latencies, electrogram durations (EGDs), APDs, alternans, and restitution curves, to show increased arrhythmogenic potential specifically in the RVOT of murine Scn5aϩ/Ϫ hearts for the first time. We use the cardiotropic drugs flecainide and quinidine to illustrate these differences. Flecainide is used as an established test to unmask the arrhythmogenic phenotype in BrS patients (46) , while quinidine has been shown to have therapeutic effects in BrS (2). Our findings may contribute to future work investigating possible pharmacological treatments for a disease in which the current mainstay of treatment is implantable cardioverter defibrillator implantation. This is particularly important in a relatively young patient population, where implantable cardioverter defibrillator implantation leads to a high level of inappropriate shocks and a significant risk of device-related complications (50) .
METHODS
Langendorff preparation. Mice aged 6 -8 mo were obtained from breeding pairs of heterozygote Scn5aϩ/Ϫ and wild-type (WT) inbred 129/sv mice initially supplied by Harlan (UK). All procedures conformed to the UK Animals (Scientific Procedures) Act 1986 and were performed under licenses approved by local ethical committees and issued by the UK Home Office.
Experiments used a Langendorff-perfused preparation adapted for the murine heart, as described previously (5) . Following the start of perfusion, viable hearts suitable for subsequent experimentation regained a pink coloration and spontaneous rhythmic contraction with warming. Where used, 10 M flecainide and 5 M quinidine (SigmaAldrich, Poole, UK) dissolved in buffer solution were perfused for 15 min before and throughout data acquisition. Concentrations were within the same range as clinical therapeutic levels used in BrS (flecainide: 0.2-0.9 mg/l; quinidine: 1.0 -3.0 mg/l) (7, 45) .
Bipolar electrogram recording. Bipolar electrograms (BEGs) were recorded from the epicardial surface using paired platinum recording electrodes (1-mm interpole spacing). Cycles of a decremental, paced electrogram fractionation sequence comprising an eight-beat stimulus (S1) drive train, followed by an extra stimulus (S2), were applied at 8 Hz. The S1-S2 interval was reduced by 1 ms between successive drive trains until the preparation became refractory. The resulting BEGs were amplified, band-pass filtered (30 Hz to 1 kHz) using a Gould 2400S amplifier (Gould-Nicolet Technologies, Ilford, Essex, UK), and digitized using an analog-to-digital converter at a sampling frequency of 5 kHz (CED 1401plus, Cambridge Electronic Design, Cambridge, UK). Conduction curves were constructed using Spike2 software (Cambridge Electronic Design) and used to measure the EGD and VERP.
Measurements were made from three positions on the RV and four positions on the LV, evenly spaced at 10-mm intervals from base to apex, with the stimulating electrode at 10 mm from each. These positions were kept constant through all experiments. This distance allowed the hearts to be placed into the rig, with the stimulating electrode coming into contact with the septum and the recording electrodes coming into contact with the LV and RV. As the clamp was secure throughout experiments, this distance was constant to ϳ0.5 mm, i.e., 5% of the distances between stimulating and recording electrodes. Figure 1A illustrates a typical mouse heart, showing the seven recording regions, three in the RV and four in the LV. Region 1 in the RV was at its base, as close as possible on the epicardial surface to the underlying RVOT. Region 3 in the RV and region 4 in the LV were positioned as apically as possible. While the direct absolute distance between electrodes would not necessarily reflect the path through which the electrical signal would be conducted in the spherical whole heart, the fact that the distance was maintained between experiments allowed consistent measurements of response latencies. For each run, two simultaneous recordings were made from adjacent regions of the heart. For example, recordings from regions RV1 and RV2 were made concurrently, and then recordings made from regions RV2 and RV3. In addition, some recordings were made simultaneously from the RVOT and base of the LV. Figure 1B , bottom, illustrates typical peak and trough BEG data obtained in the course of a programmed electrical stimulation procedure. Conduction curves (top panel) were next constructed using an experimental paced electrogram fractionation analysis (PEFA) procedure translated from clinical practice (52) . The response latencies (ms) of each BEG deflection, defined as the time differences between the extra stimulus (S2) and the peaks and troughs of the resulting BEG, are plotted against the corresponding S1-S2 interval (ms).
The VERP, defined as the shortest S1-S2 interval that elicits an electrogram response in the absence of absolute refractoriness, is given by the abscissa of point a. In addition, the effect of heterogeneous refractoriness on the difference between cardiac regions was expressed as the difference between neighboring VERP values. The EGD describes the degree of spread of conduction velocities at any given S1-S2 interval and represents the time difference between the first and last BEG peaks. EGD ratios were computed by normalizing the EGD obtained at the shortest S1-S2 interval (a Ϫ b) at which the S2 extra stimulus resulted in a BEG, with the EGD obtained at the
MAP recording. MAPs were recorded using electrodes constructed from two pieces of galvanically chlorided, Teflon-coated, 0.25-mmdiameter silver wire twisted together to form one contact electrode and one reference electrode. This was either placed against the cardiac surface for epicardial recordings or introduced into the ventricular cavity through a small access window created in the ventricular wall for endocardial recordings. MAP signals were amplified and bandpass filtered between 0.1 and 300 Hz (Neurolog AC amplifiers and filters models NL104 and NL125/6, respectively; Digitimer, Welwyn Garden City, Herts, UK), then digitized using a 1401plus interface (Cambridge Electronic Design). Paired platinum stimulating electrodes paced the heart on the interventricular septum at twice threshold voltage. Again, measurements were made at the same three positions on the RV and four positions on the LV, with the stimulating and recording electrodes clamped 10 mm apart from one another.
The presence or absence of VT, each episode defined as lasting at least 1 s, was noted for each run. For measurement of APDs, hearts were paced at 8 Hz for 5 min, and recordings were made at the seven epicardial sites. MAP waveforms were analyzed using Spike2 software (Cambridge Electronic Design). The point of maximum positive deflection was considered the point of 0% repolarization; that of full return to baseline of 100% repolarization, allowing the time to 90% repolarization, the APD90, to be measured. The effect of heterogeneous repolarization on the difference between cardiac regions was expressed empirically as the difference between neighboring APD values. Response latencies were calculated from the stimulus time to time of maximum depolarization.
For investigation of restitution properties, hearts underwent a dynamic pacing protocol. This comprised cycles each consisting of 100 stimuli delivered over a range of basic cycle lengths (BCLs). Steady states were consistently reached over the first 50 responses in each cycle, and thus mean epicardial and endocardial APD90 values and diastolic intervals (DIs), given by the difference between the BCL and the preceding APD90, were calculated from the final 50 APs of each cycle. With each successive cycle, BCL was decremented in 5-ms steps from an initial value of 175 ms. Cycles were continued until a reproducible sequence of consistently shaped waveforms was no longer obtained. Traces were analyzed for the presence or absence of alternans, as reflected in alternating short-long-short sequences in APD at the shortest BCLs. Alternans was judged to have occurred when alternate APDs differed by Ͼ5% over at least 10 beats. Alternans was compared in the recordings made simultaneously from two adjacent cardiac regions and labeled as either concordant, if the APs with the larger duration were synchronized, or discordant, if the APs with the larger duration in one region were synchronized with the APs with the shorter duration in a neighboring area. The BCL and DI at which the recording progressed from normal APs, through concordant and discordant alternans, to VT, were noted. For each run, the APD 90 was then plotted against the preceding DI to form a restitution curve. These graphs were fitted with exponential functions of the type:
where y represents APD, x represents DI and y0, and A and are constants obtained by least squares fitting to the experimental values of APD and DI in each case. From them, the DIs at which the gradients equaled unity (the "critical DI" or DI crit) were calculated from the equation:
Statistical procedures. A set of 16 WT and 16 Scn5aϩ/Ϫ mice were used for MAP and BEG measurements, with one-half of each group exposed to flecainide and one-half to quinidine. All results were expressed as mean Ϯ SE values. The significance of differences in APD, VERP, EGD ratio, response latency, and the gradients of APDs and VERPs were analyzed using ANOVA with post-hoc Tukey's honestly significant difference tests. Differences were analyzed at a significance level of P Ͻ 0.05. The differences in incidence of arrhythmia and in incidence of alternans were analyzed by Fisher exact tests. Correlation between DIs at which alternans occurred and at which restitution slopes equaled unity were analyzed by Pearson's correlation.
RESULTS

VT occurs earlier in the RVOT than at the base of the LV.
Scn5aϩ/Ϫ hearts showed higher incidences of VT than WT (25 vs. 6%, Fisher exact test: P ϭ 0.0003, n ϭ 80). Simultaneous MAP recordings using pairs of electrodes applied to the base of the RV and LV demonstrated that, although they eventually involved the entire heart, ventricular arrhythmias in Scn5aϩ/Ϫ hearts appeared to begin at earlier times in the RVOT than at the base of the LV (mean time difference ϭ 54.2 Ϯ 8.3 ms, one sample t-test: P ϭ 0.0073, n ϭ 4), as shown in the example in Fig. 1C . There was only one episode of VT in the WT hearts, which did not significantly differ in its time of onset between LV and RV. In addition, when the electrode pairs were applied to different positions in the RV, these further suggested earlier onsets of such arrhythmias at position RV1 (RVOT) than RV2, with a mean time difference of 10.3 Ϯ 2.5 ms (one sample t-test: P ϭ 0.0259, n ϭ 4). These preliminary findings were thus consistent with clinical reports of arrhythmia onset at the RVOT.
Electrograms are more fractionated in the RVOT in Scn5aϩ/Ϫ hearts. Figure 2A compares typical BEG traces from the RV apex or RVOT of WT and Scn5aϩ/Ϫ hearts, either before or after treatment with either flecainide or quinidine. It displays BEG deflections obtained in response to the last S2 stimulus that elicited APs and the immediately preceding S1 stimulus. Each trace contains deflections arising suc-cessively from the S1 stimulus artifact (arrowed), its BEG response, and the S2 stimulus artifact (arrowed), and its BEG response.
From the traces, calculations of the latencies of each of the responses were first made. EGDs were then determined from the time difference between the initial and final BEG deflections. The EGD ratio was calculated by normalizing the EGD obtained at the shortest S1S2 interval to one following the S2 stimuli imposed at the longest S1S2 intervals in the stimulus cycle. (The latter is indistinguishable from that following the S1 stimulus in Fig. 2A .) Traces of this kind obtained over the full range of S1S2 intervals can be quantified using conduction curves. Figure 2 , B-D, compares typical conduction curves obtained from the base of the RV in a WT heart and in an Scn5aϩ/Ϫ heart (B), and in an Scn5aϩ/Ϫ heart before and after flecainide (C) or quinidine (D) administration. Figure 2E displays EGD ratios derived from such conduction curves graphically from the seven regions of WT and Scn5aϩ/Ϫ ventricles before and after drug treatment. A larger EGD ratio has previously been associated with arrhythmogenesis in Scn5aϩ/Ϫ mice. We similarly found that, if EGD ratio values are pooled, they are significantly larger in the Scn5aϩ/Ϫ hearts (1.75 Ϯ 0.08 vs. 1.24 Ϯ 0.10, P value 0.0004, n ϭ 112). EGD ratios are also larger in the RVOT of Scn5aϩ/Ϫ hearts than WT (2.2 Ϯ 0.10 vs. 1.4 Ϯ 0.08, P value Ͻ 0.0001, n ϭ 16). However, on further analysis, we found that while the ratios are not significantly different between cardiac regions in WT hearts, they were significantly larger in the base of the RV than in either the base of the LV (2.2 Ϯ 0.10 vs. 1.7 Ϯ 0.11, P value ϭ 0.002, n ϭ 16), or than in the rest of the RV (2.2 Ϯ 0.10 vs. 1.7 Ϯ 0.10, P ϭ 0.001, and 1.8 Ϯ 0.10, P ϭ 0.008, at positions RV2 and RV3, respectively, n ϭ 16). The ratios were not significantly changed by quinidine in either WT or Scn5aϩ/Ϫ hearts. However, the ratios were increased by flecainide at the RVOT in WT hearts and Scn5aϩ/Ϫ hearts (from 1.4 Ϯ 0.1 to 1.7 Ϯ 0.1 in WT hearts, P ϭ 0.05, n ϭ 8, and from 2.2 Ϯ 0.1 to 2.9 Ϯ 0.1 in Scn5aϩ/Ϫ hearts, P ϭ 0.0002, n ϭ 8) and also in the rest of the RV in Scn5aϩ/Ϫ hearts (P Ͻ 0.05).
VERP heterogeneity is greatest at the RVOT in Scn5aϩ/Ϫ hearts. Data of the kind illustrated in Fig. 2A also permitted comparisons of VERP recordings obtained from the S1S2 intervals in stimulus cycles that last triggered APs following the S2 stimulus. These demonstrated that, in both the WT and Scn5aϩ/Ϫ hearts, there was a gradient of refractory period existing along the long axis of both the RVs and the LVs, such Fig. 2 . A: typical BEG traces from RV apex or RVOT of wild-type (WT) and Scn5aϩ/Ϫ hearts, either before drug or after treatment with either flecainide or quinidine. The arrows denote stimulus artifacts, the first in each trace from an S1 stimulus and the second from an S2 stimulus. B-D: comparison of conduction curves from the base of the RV in a WT heart and in an Scn5aϩ/Ϫ heart (B), and at the base of an Scn5aϩ/Ϫ heart before and after flecainide (C) or quinidine (D). E: electrogram duration (EGD) ratios calculated from WT and Scn5aϩ/Ϫ hearts in 7 positions across the heart, before and after the addition of flecainide or quinidine.
that the VERP was larger at the apex than the base (Fig. 3A) (e.g., 37.2 Ϯ 3.0 ms at apex compared with 34.9 Ϯ 2.3 ms at the base for RV in WT hearts, P ϭ 0.05, n ϭ 16). These VERP gradients were slightly, but not significantly, larger in the LV than the RV in WT hearts. However, this pattern was reversed in the Scn5aϩ/Ϫ hearts, where the gradient was significantly larger in the RV than the LV (Fig. 3B ) (e.g., 3.7 Ϯ 0.8 ms in LV1-2 compared with 8.0 Ϯ 0.8 ms in RV1-2, P ϭ 0.0007, n ϭ 16). Thus VERP gradients were larger in Scn5aϩ/Ϫ hearts than WT only in the RV.
Flecainide significantly increased the VERP values in both the RV and LV in both WT and Scn5aϩ/Ϫ hearts (e.g., from 33.3 Ϯ 2.1 to 39.0 Ϯ 4.3 ms in RV1 in Scn5aϩ/Ϫ, P ϭ 0.01, n ϭ 8). It also significantly increased the VERP gradients in the RV and the LV of Scn5aϩ/Ϫ hearts and in the RV of WT hearts. It also led to a larger gradient in the RV than the LV in both WT and Scn5aϩ/Ϫ hearts (5.5 Ϯ 1.1 ms in LV1-2 compared with 11.0 Ϯ 1.2 ms in RV1-2 in Scn5aϩ/Ϫ, P ϭ 0.0045, n ϭ 8). Quinidine significantly increased the VERP values in both RV and LV in WT and Scn5aϩ/Ϫ hearts, but did not significantly alter the gradients either in WT or in Scn5aϩ/Ϫ hearts.
Response latencies are more heterogeneous at the RVOT. Figure 4A shows a typical MAP recording, demonstrating APD and latency measurements. Response latencies were larger in Scn5aϩ/Ϫ than WT hearts (32.1 Ϯ 2.9 vs. 15.6 Ϯ 2.1 ms, P Ͻ 0.0001, n ϭ 112 as a total of recordings from all regions). They were increased by flecainide in WT (to 26.2 Ϯ 2.0 ms, P ϭ 0.0019, n ϭ 56) and Scn5aϩ/Ϫ (to 44.1 Ϯ 4.0 ms, P ϭ 0.025, n ϭ 56), and by quinidine in WT hearts (to 23.3 Ϯ 3.2 ms, P ϭ 0.04, n ϭ 56), but not Scn5aϩ/Ϫ. There was no obvious difference in mean response latency between different regions of the RV and LV; however, our method would be unlikely to detect subtle changes in latency, as it measures the entire conduction path between stimulating and recording electrode. It is impossible to keep this distance constant to each recording electrode, as the detailed three-dimensional conduction pathway in the heart is likely to be different in different regions. However, on closer examination of traces recorded from the RV1 position in Scn5aϩ/Ϫ hearts, i.e., at the base of the RV closest to the RVOT, while the overall mean response latency was not significantly different from other regions, some traces had noticeably longer response latencies than the surrounding tissue. This was reflected in the larger standard deviation of values (14.3 in RVOT vs. 9.8 in rest of RV for Scn5aϩ/Ϫ hearts). This effect was accentuated in the presence of flecainide (SD ϭ 16.9).
Repolarization heterogeneity is greatest in Scn5aϩ/Ϫ hearts at the RVOT. Figure 4B shows typical traces of MAPs from the RV and LV of a WT heart. APD values (Fig. 4C) and their gradients (D) are then shown in a graphical format.
APD values were generally significantly smaller in the Scn5aϩ/Ϫ hearts than WT in the RV, while gradients were larger (e.g., 4.3 Ϯ 0.8 vs. 2.0 Ϯ 0.2 ms in RV1-2, P ϭ 0.0091, n ϭ 16). However, gradients of APD existed along the long axis of both WT and Scn5aϩ/Ϫ hearts. The largest values were observed at the apex of the heart and the smallest at the base (e.g., 28.3 Ϯ 3.0 ms at base vs. 37.0 Ϯ 3.9 ms at apex, P ϭ 0.036, n ϭ 16 for RV of Scn5aϩ/Ϫ hearts). This was true in both the RV and LV. However, the gradient was larger in the RV than the LV in both WT and Scn5aϩ/Ϫ (e.g., 4.4 Ϯ 0.8 ms in RV1-2 vs. 3.3 Ϯ 0.9 ms in LV1-2, P ϭ 0.048, n ϭ 16 in Scn5aϩ/Ϫ).
The addition of flecainide reduced the APD in both WT and Scn5aϩ/Ϫ hearts, and particularly so in the RV (e.g., from 28.3 Ϯ 3.0 to 18.0 Ϯ 2.1 ms, P ϭ 0.0082, n ϭ 16 in position RV1 in Scn5aϩ/Ϫ hearts, P Ͻ 0.01), and so a larger difference between RV and LV emerged. The gradient of APD values across the ventricle was increased by flecainide, most prominently in the RV. This was particularly true in the case of the Scn5aϩ/Ϫ hearts (e.g., from 4.3 Ϯ 0.8 to 10.0 Ϯ 0.7 ms, P ϭ 0.0034, n ϭ 16) in RV1-2 in Scn5aϩ/Ϫ hearts (P Ͻ 0.01). Quinidine increased APD values in both WT and Scn5aϩ/Ϫ hearts. It increased the APD gradients in the WT hearts, but left the Scn5aϩ/Ϫ hearts unchanged, both in the LV and RV.
The RVOT of Scn5aϩ/Ϫ hearts shows increased incidences of discordant alternans. During dynamic pacing protocols, a proportion of the experimental hearts displayed transitions from regular APs into alternans, in the form of alternating AP waveforms with reductions in BCL.
Through the use of simultaneous recordings using two electrodes in adjacent areas of myocardium, the present experiments permitted us to distinguish these into concordant and discordant alternans. Such episodes always began with a concordant alternans between adjacent areas. However, in a proportion of cases, these would progress to a discordant pattern. Thus the longer APD in one trace would coincide with the shorter APD in the trace from an adjacent region. In a proportion of cases, such discordant alternans would then degenerate into VT. The incidence of discordant alternans in a particular ventricular region could not be directly correlated with the initiation of VT, as our restriction to two recording sites precluded accurate mapping. Figure 5 , A-C shows typical traces from positions RV1 and RV2 of an Scn5aϩ/Ϫ heart first transitioning from regular APs to concordant alternans (A), from concordant alternans to discordant alternans (B), and from discordant alternans into VT (C). Figure 5D displays graphically the change from normal APs to alternans on changing to a shorter BCL. Table 1 shows the proportion of runs in adjacent cardiac regions in WT and Scn5aϩ/Ϫ hearts that resulted in either concordant alternans or discordant alternans. Figure 6 , A-C, shows the mean values of BCL at which hearts transitioned from normal APs to concordant alternans, and then to discordant alternans both before drug (A) and after flecainide (B) or quinidine (C). Results from two simultaneous recordings of each of the adjacent regions in WT (solid squares) and Scn5aϩ/Ϫ (shaded squares) hearts are shown.
Overall, the incidence of concordant alternans was not distinguishable between Scn5aϩ/Ϫ and WT hearts, or before or after drug. However, Scn5aϩ/Ϫ but not WT hearts showed significant incidences of discordant alternans (25% compared with 0%, respectively, P Ͻ 0.001, n ϭ 80). This incidence was greater in the RV compared with the LV (31% compared with 21%, P ϭ 0.048, n ϭ 48 for LV and 32 for RV). There were also significantly greater incidences of discordant alternans between positions RV1 and RV2, i.e., near the base of the RV, close to the RVOT, compared with the rest of the RV in Scn5aϩ/Ϫ hearts (from 22 to 38%, P ϭ 0.020, n ϭ 16). Flecainide increased incidences of discordant alternans in WT hearts (from 0 to 10%, P Ͻ 0.0001, n ϭ 40) and in Scn5aϩ/Ϫ hearts (from 25 to 40%, P ϭ 0.009, n ϭ 40). Quinidine had no significant impact on discordant alternans in WT hearts, but significantly reduced the incidence of discordant alternans in Scn5aϩ/Ϫ hearts to 10% (P ϭ 0.009, n ϭ 40).
Similarly, if results from all regions are pooled, the BCLs at which hearts transitioned from normal APs to concordant alternans in either WT or Scn5aϩ/Ϫ hearts were not significantly different, before or after drug. However, Scn5aϩ/Ϫ hearts transitioned to discordant alternans at significantly earlier (i.e., larger) BCLs than WT hearts (which, in fact, did not show discordant alternans at all). The base of the RV showed earlier transitions into discordant alternans than other regions of Scn5aϩ/Ϫ hearts (e.g., 76.3 Ϯ 3.4 ms in RV1-2 compared with 62.6 Ϯ 3.2 ms in RV2-3, P ϭ 0.006, n ϭ 16). Both WT and Scn5aϩ/Ϫ hearts transitioned to discordant alternans significantly earlier in the presence of flecainide (e.g., 92.6 Ϯ 3.5 ms, P ϭ 0.005, n ϭ 8 for RV1-2 in Scn5aϩ/Ϫ hearts). Quinidine increased the BCL at which WT hearts transitioned to discordant alternans (from no discordant alternans), but significantly decreased the BCL at which Scn5aϩ/Ϫ hearts did so (e.g., from 37.92 Ϯ 1.9 ms to no discordant alternans, P Ͻ 0.0001, n ϭ 8 for LV1-2 in Scn5aϩ/Ϫ hearts). Figure 7 shows restitution curves, plotting APD against the preceding DI, from seven regions in WT (A) and Scn5aϩ/Ϫ (C) hearts, and in RV1 before drug and after flecainide or quinidine in WT (B) and Scn5aϩ/Ϫ (D) hearts. The vertical lines represent the DI crit for each curve, at which the gradient equals unity. The results are shown graphically in the seven regions of the heart (Fig. 7E ) and in RV1 before and after flecainide or quinidine (F).
Scn5aϩ/Ϫ hearts have steeper restitution curves at the RVOT.
Values of DI crit were not significantly different from each other in any of the seven regions of the WT hearts and fell to the left of the restitution curves. However, in Scn5aϩ/Ϫ hearts, DI crit was significantly larger in the RV than the LV, and significantly larger in position RV1 than in the rest of the RV (e.g., 43.3 Ϯ 2.4 ms in RV1 compared with 34.4 Ϯ 2.6 ms in RV2, P ϭ 0.018, n ϭ 16). Values of DI crit were significantly larger in Scn5aϩ/Ϫ hearts than in WT in all three regions of the RV and in positions LV3 and LV4 (P Ͻ 0.05, n ϭ 16). Upon addition of both quinidine and flecainide, DI crit was significantly increased in WT hearts (e.g., from 15.9 Ϯ 2.54 to 19.7 Ϯ 2.96 ms, P ϭ 0.03, n ϭ 8 with quinidine and to 28.06 Ϯ 2.74 ms, P ϭ 0.003, n ϭ 8 with flecainide in RV1-2), while, in Scn5aϩ/Ϫ hearts, DI crit was significantly increased by flecainide (e.g., from 43.3 Ϯ 2.42 to 50.2 Ϯ 2.05 ms, P ϭ 0.02, n ϭ 8 in RV1-2), but unchanged by quinidine.
Previous experiments have failed to establish a strong correlation between the DI crit and the presence of alternans or VT, finding that alternans may occur at low-restitution slopes, or that steep restitution slopes did not produce alternans or VT. Our experiments were unable to provide evidence for a correlation with VT, as our technique did not allow us to identify the origin of VT, as this spread rapidly through the whole heart. However, we did investigate the relationship between DI crit and the presence of alternans. Figure 6D plots DI crit against the DI at which alternans commenced. This shows that there is a relatively poor correlation between DI crit and the initiation of concordant alternans (Pearson's correlation 0.70, P Ͻ 0.01). However, there is a strong correlation between DI crit and the 
DISCUSSION
Our murine whole heart preparation provides a specific genetic loss of sodium channel function model without the need for pharmacological manipulation, while also allowing easy access to the epicardial surface of the heart for multiple simultaneous recordings not readily feasible in clinical studies. Our use of a wide range of techniques successfully localized the abnormal electrophysiological properties in our BrS model to the base of the RV, at the RVOT. This area showed increased heterogeneities in APDs, VERPs, EGD ratios, and response latencies. This spatial heterogeneity closely correlated with an increased incidence of discordant alternans, and with steeper restitution slopes. All of the abnormalities demonstrated were exacerbated by flecainide, but not quinidine.
It is known that, in healthy hearts, the LV and RV are structurally heterogeneous, with regional differences in shape, wall thickness, and fiber orientation. They show regional differences in APD, demonstrable both in the intact heart and in myocytes isolated from the different regions. In general, APs are longer at early activation sites and shorter at late activation sites (17) , resulting in relatively homogeneous recovery times. Thus a degree of nonuniformity in conduction and refractory period is physiological (9) .
There is already a considerable body of work examining roles of increased heterogeneity of electrophysiological properties in arrhythmogenesis. However, much of this has focused on transmural differences rather than base-apex gradients. Thus increased transmural gradients of APD across the RV wall have been found in the canine wedge preparation (61) and in the genetic Scn5aϩ/Ϫ mouse model (29) . This is consistent with heterogeneous I to channel distributions with higher densities in the epicardial tissue than in the endocardium.
However, there are fewer studies examining heterogeneity within the ventricle from base to apex. Available results are conflicting. Larger APDs and smaller K ϩ currents were found in apex than base in rabbit hearts (12, 51) , ferret ventricle (8) , and human myocytes (27) ; smaller APDs in apex than base in pig hearts (15) and canine myocytes (54) ; gradients in epicardial APD running in an oblique direction from the LV apex to the right atrioventricular groove (26); or indeed no gradient at all in guinea pig hearts (10) . Our experiments in murine hearts showed smaller APDs and VERPs at the RVOT than elsewhere and also demonstrated a steeper gradient of values in this region.
Clinical increases in this apex-base dispersion have been associated with arrhythmogenesis in cardiomyopathies and have been linked to an increased incidence of T-wave alternans and VT (11) . Although some clinical studies have been unable to demonstrate repolarization abnormalities (43) , in animal BrS models, increased dispersion of repolarization within the ventricle, although not necessarily along an apex-base gradient, has been linked to arrhythmogenesis. Thus data from the canine RV wedge preparation implicate phase 2 reentry as a result of epicardial dispersion of repolarization as the trigger for ventricular arrhythmia (1, 34) .
As well as demonstrating increased heterogeneities of APDs and VERPs, we also show increased EGDs specifically in the RVOT of Scn5aϩ/Ϫ hearts. The latter were demonstrated using PEFA, which is also used clinically to stratify arrhythmogenic risk in terms of alterations in EGD (52) . These parameters are derived from families of ventricular conduction curves, which reflect the presence or otherwise of arrhythmogenic reentrant pathways. PEFA has been applied experimentally on earlier occasions to assess arrhythmic tendency and its physiological basis in KCNE1Ϫ/Ϫ (5) and Scn5aϩ/⌬ mice (20) . Previous studies in Scn5aϩ/Ϫ mice have shown increased fractionation in the LV (53) . Our experiments localize particular increases in EGD to the base of the RV, near to the RVOT. Clinical studies have also demonstrated increased fractionation and longer electrograms in BrS patients, although, in this case, clustering of the widest electrograms was seen in a range of RV regions (44) .
Our results showed both increased heterogeneity of response latencies, combined with larger APD and VERP gradients in the RVOT of Scn5aϩ/Ϫ hearts. It is possible that increased repolarization dispersion is produced through electrotonic modulation by discontinuous propagation of activation, as proposed in other studies (39, 63) . Further work mapping activation and repolarization times in the Scn5aϩ/Ϫ heart could shed light on this mechanism. Nevertheless, our use of MAP measurements did permit direct visualizations of AP waveform, and the presence or absence of either concordant or discordant alternans, which would only indirectly be apparent from ARIs offered by mapping methods. Our present experiments suggest that spatial heterogeneity in the RVOT may then promote the transition of concordant alternans to discordant alternans. Electrical alternans has been associated with arrhythmogenesis in both clinical (48) and experimental (41) studies.
Several hypotheses exist for the cellular mechanism for the AP alternans itself; although there is a likely role for SR calcium cycling, APD restitution is also key. The latter specifically concerns the attenuation of APD that occurs in response to faster heart rates and is thought to be an adaptive mechanism for preserving DI. At a given cycle length, APD prolongation during one beat is necessarily followed by a short DI, which will shorten APD in the following beat, causing repeated short-long cycles.
Alternans phenomena have classically been analyzed by the construction of restitution curves relating APD to the preceding DI as heart rate is varied (38) . The "restitution hypothesis" states that APD alternans will occur when the slope of the APD restitution curve exceeds unity. However, this has primarily been based on modeling studies (47, 58) , and the corresponding experimental evidence is conflicting. Relationships between restitution curve slopes and arrhythmogenicity have been established both in clinical BrS (19) and in the Scn5aϩ/Ϫ mouse model (49) . More recently, a predilection of the RV for alternans has been found in the Scn5aϩ/Ϫ mouse model (30) . However, other studies have found a more complex relationship between the onset of alternans and restitution slopes (6, 13) .
We here demonstrate that the incidence of concordant alternans is not significantly changed by the Scn5aϩ/Ϫ mutation, or by drug addition. Furthermore, there is only a weak correlation between the presence of concordant alternans and the restitution slope. However, the incidence of discordant alternans and the transition time from concordant to discordant alternans is strongly correlated with restitution slope and is associated specifically with the RVOT in Scn5aϩ/Ϫ hearts.
Thus, although concordant AP alternans itself is not necessarily arrhythmogenic, it is a prerequisite for discordant alternans. The cellular mechanism responsible for the change from concordant to discordant alternans has not yet been fully elucidated. While, in some cases, it is possible that spatial heterogeneities of calcium handling are the cause, in others the change in cycle length acts as a premature stimulus, which can propagate more slowly into partially repolarized myocardium. The conduction slowing prolongs the DI between the next beats in the downstream myocardium. Because of APD restitution, downstream myocytes will undergo prolongation instead of shortening of APD, causing a switch in phase of APD relative to the upstream myocytes (60) . In regions with preexisting spatial heterogeneities, a switch to discordant alternans will be more likely.
This transformation from concordant to discordant alternans will, in turn, have significant consequences on the spatial organization of repolarization across the ventricle (60) . The discordant alternans can amplify the heterogeneities of repolarization present at baseline into pathophysiological heterogeneities of sufficient magnitude to produce conduction block and reentrant excitation (41) . Discordant alternans also produces a substrate by which conduction block and reentrant excitation can be easily initiated by a premature stimulus. Consequently, discordant alternans is a mechanism linking discordant alternans to cardiac arrhythmogenesis and explains why, in our studies, VT never occurs without discordant alternans.
In summary, in the RVOT of Scn5aϩ/Ϫ hearts, there exist spatial heterogeneities of both depolarization and repolarization. Ventricular pacing may induce concordant alternans in both WT and Scn5aϩ/Ϫ hearts. However, while, in WT hearts, concordant alternans will continue as a protective mechanism, in Scn5aϩ/Ϫ hearts, the spatial electrophysiological heterogeneities will act as a substrate to drive the alternans into discordance. This, in turn, can magnify the spatial heterogeneities and lead to reentrant circuits and VTs. This scheme is summarized in Fig. 8 .
While other papers have examined transmural differences (29) , the small size of the mouse heart makes accurate placement of multiple recording electrodes in the endocardium technically challenging, and thus the focus of this paper was heterogeneities confined to the epicardium. The small size also means that the total number of recording sites was limited to three on the right epicardium and four on the left epicardium. The consequent low spatial resolution makes it more difficult to confidently make inferences about the ability of the demonstrated heterogeneities to lead to reentrant circuits. Finally, strong electrotonic forces may act to minimize the effect of any spatial heterogeneities that are created and reduce their potential to create reentrant substrate. However, despite these limitations, we succeeded in showing clear gradients of APDs, VERPs, and EGDs, and linking these to an increased incidence of discordant alternans and earlier onset of VT at the RVOT.
Previous studies have highlighted the effect of ageing in the Scn5aϩ/Ϫ model on conduction velocities and RV structural changes (56) . The mean age of sudden death in BrS patients is 41 yr (4), and thus we chose to use "middle-aged" mice between 6 and 8 mo old to model the disease. It is possible that the heterogeneities in our model are increased by the presence of areas of local fibrosis, as documented both in clinical cases of BrS (14) and in the Scn5aϩ/Ϫ mouse model (56) .
It is currently unclear why both the depolarization and repolarization changes seen in BrS are localized to the RVOT. It is possible that there is normally a lower expression of Na ϩ channels in this area, which exacerbates the effect of Na ϩ channel loss of function in BrS, at least in the 30% of patients who display a Na ϩ channel mutation. In a guinea pig study, Veeraraghavan and Poelzing (57) found that, during partial Na ϩ channel blockade using flecainide, RV conduction velocity decreased more than LV. Furthermore, Western blotting demonstrated lower Na v 1.5 expression in RV compared with LV. They concluded that the LV may have an increased depolarization reserve compared with the RV, and, while interventricular inwardly rectifying K ϩ current (I K1 ) heterogeneities may underlie conduction heterogeneities observed under control conditions, under conditions in which Na ϩ current is functionally reduced in disease or during pharmacological Na ϩ channel blockade, the heterogeneity in Na v 1.5 expression may become a significant determinant of conduction heterogeneities. Alternatively, the increased I to in the RV could influence the reduction of Na ϩ current to a different extent in the RV than the LV. This could explain the protective effects of quinidine in reducing the spatial and temporal electrophysiological heterogeneities and the incidence of arrhythmias.
An alternative theory proposes the presence of slow conducting tissue in the RVOT, i.e., nodelike tissue whose AP upstroke is L-type Ca 2ϩ current (I Ca,L ) dependent (31) . The RV has a different embryological origin from the LV (62) , and the outflow tract derives from the same group of cells that compose the atrioventricular region, thus possessing slow conduction properties (32) . While these nodelike cells are essential for peristaltic blood movement in the embryonic heart, which has yet to develop cardiac valves, remnants of these cells may constitute the substrate for arrhythmias originating in the RVOT. This may explain the suppression of ST elevation and arrhythmias by isoproterenol, as isoproteronol induces I Ca,L increases. Conversely, smaller I Ca,L expression in males than females (42) may explain higher disease prevalence in males. More molecular and immunohistochemical work is needed in this area to determine the underlying reason for this localization of effect. Fig. 8 . Scheme of arrhythmogenic mechanism. On pacing, both WT and Scn5aϩ/Ϫ hearts may undergo transition from normal propagation to concordant alternans. However, spatial heterogeneities in the RVOT of Scn5aϩ/Ϫ hearts then drive the rhythm into discordance and subsequent arrhythmogenesis.
